Development of a new HLA-DRB real-time PCR typing method.
Polymerase chain reaction (PCR)-based human leukocyte antigen (HLA) typing methods currently used in most histocompatibility laboratories, such as PCR-sequence-specific primers (PCR-SSP) and PCR-sequence-specific oligonucleotide probes (PCR-SSO), are time-consuming and are at risk of contamination during the post-PCR process. The aim of this study was to develop a real-time PCR (rtPCR)-based HLA-DRB1 and -DRB3/4/5 low-medium resolution typing method to avoid these problems. This new method combined the use of specific primers and probes for HLA-DRB alleles. One pair of DRB gene primers and two DRB-specific probes (FAM and VIC) were used per reaction in each of a set of 16 PCR reaction tubes. To provide an internal positive control, each tube also contained a pair of primers and a TET probe for glyceraldehyde phosphate dehydrogenase. This allowed a very significant reduction in the number of reactions and the processing time, whereas typing resolution increased. After successful testing on 100 samples, the technique was validated in 200 clinical samples that had previously been typed for HLA-DRB using a standard PCR-based method. Identical results were obtained with all samples. This new method also reduced ambiguous results and was faster and less cumbersome than currently used PCR-SSP or PCR-SSO techniques.